Two hundred samples (cow's and goat's milk75 for each,their farm soil 25and 25water samples )from different origin have been cultured on Ashdown selective agar which gave a higher percentage (36.5%)for B. pseudomallei isolation , 64% was observed in farm soil followed by water samples 48% than cow's milk33.33% and finally the goat's milk 26.66%. 
INTRODUCTION
Burkholderia pseudomallei is the causative agent of melioidosis, as an ever disease of humans and animals ( 1 ) . Melioidosis can present in a number of forms described as acute septicemic, acute established with the subsequent ability to become septicemic. The factors influencing the outcome of disease are not known, although it has been suggested that differences in the virulence of different strains ( 2 ) might contribute to the clinical outcome of disease. In addition, differences in the immunological status of the host might also influence the outcome of the disease. Infection by B. pseudomallei occurs via inhalation of contaminated dust or when contaminated soil comes in contact with an abraded area of the skin (3) . The infection commonly begins in the lungs, where a pus abscess may form, or it may spread from the skin through the blood to affect the heart, brain, liver, kidney, joints, and eyes. The pathogenesis of Melioidosis is poorly defined. B. pseudomallei can invade both cultured phagocytic and nonphagocytic cells. In these cells, bacterial invasion is followed by intracellular multiplication and induction of cell fusion and multinucleate giant cell formation. The ability of B. pseudomallei to adopt a facultative intracellular existence may be an important property in the pathogenesis of both acute and chronic infections. (4) . B. pseudomallei is also capable of producing secreted and cell-associated antigens, but the roles of these products in the pathogenesis of disease remain unclear (3) . The flagella and motility, as well as the resistance of the organism to the bactericidal action of normal human serum, are believed to play roles in the ability of the bacterium to disseminate from sites of localized infection, such as the lungs or skin, to virtually any other organ of the body via the blood circulatory system (5) This study aimed to detect the distribution of B. pseudomallei in the cow's and goat's milk and their environment including farm soil and water.
MATERIALS AND METHODS

Samples Collection:
Two hundred samples including cows and goats milk, 75 for each, their farm soil 25 and 25 tap , river and farms trough water samples have been collected. The investigated animals were a lived bovine in different age group and of both sexes, in a period that extends from October to November 2007, present in different places of Basrah Province.
Isolation and Identification:
In the bacteriological analysis of milk and water samples ,methods of Inglis et al., (6) were performed respectively in the isolation of B. pseudomallei while in case of soil samples the methods of (7) was performed. .The Ashdown's selective broth (ASB) and Ashdown's selective agar (ASA)were used in the cultivation of these bacteria.
The identification:
1-Morphological tests:
a-Gram's staining: this staining was conducted according to method Collee et. al( 8) .
b-Methylen blue staining : was done according to (9) method this stain was used to clarify the bipolar Staining of B.pseudomallei.
2-Biochemical and growth tests including , Catalase production oxidase production , oxidation-fermentation , gelatin liquefaction , dehydration (arginine), decarboxylase (lysine and ornithine) , growth on MacConckey agar , growth on mannitol salt agar , growth at 37˚C and 42˚C, motility on semisolid medium were performed according to (8) .. 
3-
In vitro-testing of virulence factors:
A-Capsule formation: the isolates of B. pseudomallei were tested for the formation of capsule according to ( 8) .
.. An iodine ink stained smear were prepared for the growth of 48hr. NB culture of B. pseudomallei and examined microscopically for capsule formation.
B-Enzymes production: The enzymes that produced by B. pseudomallei isolates including, Protease , Haemolysin, Lipase and Lecithinase were detected according to (11, 12, 13, 15) respectively by using dialyzed brain heart milk, blood agar , tween8 agar and egg-yolk agar respectively in the cultivation of the tested isolates.
4-The activity of exoenzymes and toxin in the B. pseudomallei suspension: a-Preparation of bacterial suspension supernatant:
According to (15) , the glycerine brain heart infusion broth (4% glycerin and 36 gm brain heart infusion broth in 1 liter DW.) was used in the cultivation of B. pseudomallei at 32˚C for 7 days. After that culture was filtrated by 0.45 µ Millipore filter paper to obtain crude culture filtrates. 
.
c-The necrtoxin activity:
According to (15) , the activity of nectrotoxin which is present in the supernatant of bacterial suspension was estimated by intradermal injection of this supernatant (0.1ml) into a mature rabbit as follows [concentrated ,diluted (1:1), the heated at 70˚C for 10min.), and then heated at 70˚C for 30min.) and boiled bacterial supernatant ].
The different sites of injection were observed after 24hr.
d-The extraction of the crude active substance:
The active substances (casein protolytic enzyme and necrotoxin) were extracted by precipitation method as absolute ethylalcohol (100ml) was added to 100ml of the bacterial suspension supernatant and this mixture was left under overnight refrigeration.
After that the precipitate was collected after centrifugation at 10000rpm for 15 min. (15) .Finaly the concentration (mg/ml) of protein was estimated spectrophotometer at 280
and 260 nm according to (16) , by the formula( Protein concentration mg/ml= 1.55×A 280 -0.77×A 260 ).
5-Statistical analysis:
Statistical analysis was done by using SPSS software version 9.0 and analysis of variance (ANOVA). The SND test was used as a test of significance. The activity of exoenzyme and toxin of B. pseudomallei suspension:
The crude active substance that was extracted and precipitate from the supernatant of B. pseudomallei suspension was 0.000212 gm/ml. the protein concentration of the crude active substance was 0.00248 gm/ml. The effect of necrotoxin of the bacterial supernatant: The present study aimed to detect or investigate the presence of B. pseudomallei in 200 samples of milk, farm soil and water. B. pseudomallei was diagnosed in an overall rate (36.55%). The presence of this bacteria in Basrah was supported by two studies conducted previously in Basrah , (17, 18) . The rate of B. pseudomallei isolation which was reported in the present study in concern to cow's milk (33.3%) and goat's milk (26.7%) also supported by the study of, ( (18) who indicate that this bacteria was isolated from the viscera of cows, buffaloes and sheep in the rate of 35%. The isolation of B. pseudomallei from healthy and infected goat's milk in the rate of 26.7% in constant with (19) who reported that B. pseudomallei was isolated from goat's milk which was found to have mastitis and from healthy ones. The explanation for this result is by the indication of (19) that B. pseudomallei is facultative intracellular bacteria. They remain in the host as latent infection for many years. The present results of B. pseudomallei isolation from farm soil and water supply in the rate of 64% and 48% respectively in contrast with (17) results as she indicate that the rate of B. pseudomallei isolation from water 51.3% and from soil was 43.5%. the difference between these two studies results related to the difference in the percentage of soil moisture which results from the accumulation of animals manure and lack of water from punctured pipes. In the present study B. pseudomallei was isolated from water of the river at a rate of 58.3%, tap water (40%) and from farms trough (37.5%), these results were in contrast with (17) in concern with the rate of isolated from the river and tap water (88.8% and 28.6% respectively).
Despite to the same region (Basrah) of the two studies conduction there was a difference in the rate of B. pseudomallei from river water, but the tap water isolation rate in the two studies was lower than that of river water. This finding might be related to physical, chemical growth factors in the river which were suitable to the growth of bacteria. On the other hand the present rate of tap water B. pseudomallei isolation was higher than the rate (7%) which was reported by (20) . This difference might be related to differences in environmental conditions and the methods of purification and sterilization of water. In concern to farm soil the B. pseudomallei was isolated from these source samples in a rate of 64% The present result in contrast with (21, 22) who reported (68% and 1.8% respectively). Difference in climate conditions (rain, humidity and temperature) may influence the results of these studies.
Biotyping of B. pseudomallei:
